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Appbcant: Yoshiyuki Na^ai et al. Art Unit; 1633 

Serial No.: 09/132,521 Examiner: Carrie Stroup 
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Title: RECOMBINANT SENDAl VIRUS VECTOR EXPRESSING CHEMQKINE 
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Washin&toiL D.C. 20231 

DECLARATION UNDER 37 CJt'\R. §1.182 

1. Yosbijrulu Nag'ai, declare that; 

1^ I am a oo-iaveutor of the subject matter deeciribed and claimed in the 

proeont application; 

2. I am a co-author of the subject matter diEcloB^d in Moriya et al., 
"Uar^ quantity production with ojctrcme convomence of human SDF-la and SDF-l^ by 
a Ba^d^ vix^xa vector," FEBS Letters 425 (1998) 106-lU Cthe FEES Lott^rs paper-). 
The FEBS Letters paper aleo names as co-authory, Chikay^i Moriya, Tatsuo Shioda, Kei 
Tashiro, Takaahi Nagasawa, Maaaya Ikegawa, Yukano Ohuiahi, Atsushi Kato, liuiling 
Hu, Xiaomi Xin. Moliammad K. Haean, Midori Maeloawa, Yutaka T?ik^da, YvCka Sakai. 
and Taenku Honjo. 

3. So far as I am aware the issua of FEBS Letteire containing: the FEBS 
Letters paper was not mailed to the pubUc as early as August 11, 1997, more than 
one year before th© fihng date of thp present application. 

4. Tatsuo Shioda, Chikaya Moriya, and I are inventorB of the suhject 
matter claimed m this apphcation, and together, we are rosponsible for the mvennve 
input of the subject matter difidoeed in the FEBS Letter© paper. 

5. At ths tim^ of thR mvention, t worked as the director m the 
Department of Viral Infectioa, Institute of Medical Science, University of Tbkyo, Tokyo. 
Japan. 

6. At the time of the invention. Kei Tashiro worked as the associate 
professor m the Center for Molecular Biology and Genetics. Kyoto University. Kyoto. 
Japan. Kei Tashiro provided us the SDF-1 antibody. 

7. At the time of the invention. Tokashi Nagacawa worked a@ the chief 
mvGBtigator in the Department of Immunology, Research lnetitut». Osaka Medical 



CO. for M.«r=-1 and OhUd H.,ltt, 0«k., J.p.». 'W.a.hl Naga^^a ■^rov^d.d u. 

moHW SDF-1 DNA. , , ^, 

8 At tie time of tio invention, Masaya Ikegawa worked ae a r^«at.;h 

„.ociate in the Department of Soc«il MediolBS, Kyoto University. Kyoto, Japa^. 
Masavalkcgawa provided UQ SDF-1 ajfttibody. 

9 At the tune of th. mention, ^aiio Ohnishi worked as a P03t 
feD.w ^ th« Departn..nt of Viral InTectio.. Institute of M.dic^ Soeoc«, 

University of Tokyo, To^yo. Japan. Yu^ano Ornish, carried out iixa pur^cat^on of 
SDF-1 under my direction and superviBion. 

10 At the ume of ^ ^vendo., A^ushi Kat. w^W a. a rc«=..ch 
associate in the Department of Vi,al Infectdon. In«itut« of Medical Science Univex.ty 
o£ Tkyc. Tokyo, Jrpan. At«u«hi K.ro caxried ou. the esUbUshmeut of S.ndo. v.u. 
xeecueeyetemfmmcDNA under my direction and eupervifiion. 

11 At tK- time of the iz.vBnlion. fluiling Hu worked aa a graduate student 
in the D.pax1-.nt oi Viral Infection. Institute of Medical Science, Univer sity of Tbkyo^ 
Toktl. Japan. H.^g liu carried out the Ca- i^«x assay undex my d.ect.on and 

At tl.e dooae of the i=v.xxtic.x, Yinomi Xi^ worked as a graduate ^tud.nt 



supervieion. 

12. 



i„ U.. D,p„o,>»t of Viral Infection. In,amtt of Meiical Sci.^. Umw»t, «£ Tokyo, 
, L... Xlaon.1 xm carxied o.t ..e iaolatiou of HW-I ^o„ pafi^t. 
vmder my direcuon and supervision, n ^ . « 

13 At the time of th« iuvenliuu, Mohammad K. Hasan worJ^d a. a 

graduate acudear in liie Department of V.al Infection. In^t^tut. "^^^J^;^ 
Univer^ty of Wo. Tbkyo. Japan. Mobnmmnd K Ha^n carr«d out the con^t^n 
of ths biground plasmid of Send^ virus cDNA to wh.h SDF-l cDNA. were to 
inserted undsr my diiectLcrii axid supervisioix- 

U At the time of the invention. Midor. Maekawa worked a post 
doctoral feUow in the Department «f Phnrmacolosy. Kyoto 

Midori Maekawa provided HXY-l LTR-luciferaoe plasmi^ ^^"^'^^tVo Ir^ 

15 At the time of the invention, Yutaka Takebe worked as thP laboratory 
einef m th^Deparuaeat of Molecular Virology and Ep^d^m^ology. AIDS ^---^ 
National InstiL of Infectious D.^aeea. Tokyo. Japan. Yutal^a Tak.b. provided us 
mv-l LTR-luciferase plasmid, pHIV-1 LTR/L-A-5'488. 

16 At the ti-a of the ix^ventaon. Yuko Sakai worked a« a technical 
a^.stant in etc Department of Vual Infection. Institute of M.d.cal Scenee, U— 
of Tokyo, Tokyo. Japan. Yuho Sakai caxxied out the eat^bliehment of Send., v^aa 
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rescue system from cDNA under my direction and superviBion. 

17. At the OJne of tha mvetitioix, Tasxikii Honjo worked as the director La 
the Department of Medical Chemistxy. Kyoto University. Kyotc, Japan. Tasuku Honjo 
provided ua SDF-l antibody. 

18. I further dfeclar© tliat aJl stiitementB made nn infurmation and belief 
are believed to be trxie; and further that these etatementa were made with the 
knowledge that willful false staieiaents and the like bo made are punishabla by fine or 
impneonment, or both, under Seccian 1001 of tixle l8 of the United States Code and that 
Guch willful fals;:e autements may jeopardize the validity of the application or any 

pate^nt iaeniTtg thereon. 



£)a^e Yostiyuki Nagai 
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IN THJE UNITED STATES PATENT AND TRADEMARK OFFICE 



Serial No 

FUcd 

TiUe 



Yoshiyuld Nagai et al. Ari Unit : 1633 

09/132,521 Examiner : Carrie Stroup 

August 11, iyy8 

RECOMBINANT SENDAI VIRUS VECTOR EXPRESSING CHEMOKINE 



Commissioner for Patents 
WashingioiL D.C 20231 

DECLARATTQN UNDER 37 C.F.R. ^ 1.132 

1. I am a research scientist at DNAVEC Research Inc., the assignee of the above-referenced 
,0^ application. I have technical eacpericnce in the research fields of Molecular Biology, Virology, 

Bicchcmisiry, Protein Chemistry etc. I am also an author of over nine publicaiions, with over two 
years experience in research ccnccrning the Scndai virus vector. A copy of my cxirriculum vitae is 
attached as Appendix A. 

2. I am making this Declaration to provide relevant facts in support of the patentabfliry of the 
subject maner claimed in the patent application 

3. I have read and understood the outstanding Office Action mailed on September 12, 2000. 

4. I understand that the Examiner contends the inventions of claims 1-8, 11, 12, 14, and 15 to 
he unpatentable over Yu et al. in view of Bluel el al. 

5. To overcome this obviousness rejection and to demonstrate that generally, protein 
expression by the Sendui virus cannot be foreseen, I submit the experiment data described b<ilow. 

6. In this experiment, the production efficiency of nCTVC growth factor (NGF) and glial cell 
line-derived neurotrophic factor (GDNF) when using a recombinant Sendai virus vector was determined 
as follows. 

7. The sendai virus vectors containing a mouse nerve growth factor (NGF) gene (SeV/WGF) 
or a mouse glial cell line-derived neurotrophic factor (GDNF) gene were prepared by a well-known 
method using the following primers. 



Mouse NGF 
N-terminal primer: 

5 - acttck:goccgccaaag itcagtaatgtccatottgttctacactct -3' 

C-icrmina) primer: 

5 ACTTGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCrTACTACGGTCAGCCTCT 
TCTTGTAGCCTTCCTGC -3' 



Mouse GDNF 
N-tcrminal primer; 

5'- AGTTGCGGCCGCCAAAGTTCAATGAAGTTATGGGATGTCGTGG -3' 



C-ierminal primer: 

5-- ACGTGCOCCGCGATGAACTTTCACCCTAAGTTTTTC^ 
CATCCACACCOTTTAGCGG -3' 

8. Figure 1 shows the production emciency NGF 72 hrs after infeciion. 
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9. Figure 2 shows the production efficiency GDNF 72 brs afler infection. 

Fig- 2 
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10, TTie above daui are summarized in Tahle 1 below. 



Table 1 



Infected viral cone, (pfu/ml) 


NC 


10^ 


10* 


10'' 


10' 


GDNF cone, (ng/ml) 


0.00 


0.084 


0.132 


0.240 


0.324 


NGF cone, (ng/ml) 


-2 


9962 


11039 


19540 


21249 



NGF was produced 60000 ic 80000 beiier than GDNF. THerc was no difference in ihe 
prolifcraiioa of recombinant viruses after infection* Hemagglutination test (HA), a viral assay, revealed 
an equivalent titer (2^^ dilution), indicating that a foreign gene does not affect the replication of the Scndai 
virus. Thus, the above data show that although the exogenous gene has no influence on the replication 
of the Scndai virus itself, it influence* the production efficiency of the proteins when using a Sendai virus 
vector, to an exient thai the effect of the vccior-proicin coiDbination cannot be predicted beforehand 

11. 1 further declare that all statements made herein of my own knowledge are true and that all 
statements made on information and belief are believed to be true; and further that these statements were 
made with knowledge that willful false statements and the like so made are punishable by fine or 
imprisonmem. or both, under 18 U.S.C-§ 1001 and that such willful false staiemenLs may jeopardize ihc 
validity of any patent issuing from the present patent application. 



Date 



Makotn Inoue^ Ph. 



